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INTRODUCTION 


During the years 1903 and 1904 Alfred Schréter* carried out 
a series of experiments in the botanical institute at Leipzig under 
Pfeffer’s direction on the subject entitled Uber Protoplasma- 
stré6mung bei Mucorineen. The subject of Schréter’s study was 
to investigate the effect of different external influences on proto- 
plasmic streaming. Among the influencing factors he studied 
were light; temperature; injury, as the severing of a hypha or a 
sporangium; pressure, as upon a cover glass; influence of nutrient 
media; osmotic substances, especially of different concentration; 
and transpiration. In making the above study Schréter also 
desired to test the accuracy and application of the work of Ternetzt 
on the fungi he investigated. 

Some of Schréter’s experiments and conclusions, however, do 
not seem to be altogether above criticism, and I have found some 
of his results and statements to be incorrect, as the following pages 
will show. 

Accordingly, during my recent study in Pfeffer’s laboratory I 
began a reinvestigation of the various experiments of Schréter in 
order to ascertain to what extent they were defective. I have 
also extended the investigations of Schréter in some places and 
have given special attention to those experiments he performed 
which do not seem to be entirely conclusive. 


* Schréter, Alfred. Flora 95: 1-30. 1905. 
+ Ternetz, Charlotte. Jahrb. Wiss. Bot. 35: 273-309. 1900. 
{The BULLETIN for September 1912 (39: 415-454. pl. 33-35) was issued 9 S 1912.] 
455 


| 


456 ANDREWS: PROTOPLASMIC STREAMING IN MUCOR 


As to the historical account of the study of protoplasmic 
movements in the fungi it may be said that this has been given 
in sufficient detail by Schréter* and will only be mentioned here 
as reference makes necessary. Also Arthurt has made several 
references to brief accounts of protoplasmic movements in fungal 
hyphae. It will be seen by referring to the literature mentioned in 
this paper that the work of Woronint appeared 31 years before 
the paper of Arthur. Since then a number of contributions on 
the subject of protoplasmic movements in the fungi have appeared, 
but the amount of study which this subject has received is very 
small in comparison with the attention that has been paid to such 
movements in the cells of other plants. And furthermore we 
find that protoplasmic movements in the fungi have been known 
for only about 45 years,f whereas in other plants such movement 
was observed 137 years ago, when Corti saw it, in 1774, as stated 
by Pfeffer.§ 

PLANT MATERIAL USED 


In these investigations I have used Mucor stolonifer, Mucor 
Mucedo, and Phycomyces nitens. Of these three Mucor stolonifer 
and M. Mucedo were used in all my experiments. I found it in- 
convenient to use Phycomyces nitens, since as is well known the 
spores of this fungus seem to live for only a few months. I have 
been able at different times to keep some of the spores of P. nitens 
for as much as three months, but even then the majority of the 
spores with which I began to experiment refused to germinate. 
Therefore, in these experiments, while some spores germinated 
after a month or more, the uncertainty of their growth caused me 
not to use them so extensively as I did the other two forms above 
named. At all events it would be an interesting study and well 
worth investigating to ascertain, if possible, the reason for this 
short period of life that is shown by the spores of P. nitens. It is 
stated by Pfeffer|| that the spores of most molds often live from 
one to three years. I have yet on hand the spores of Mucor stoloni- 


* Schréter, Alfred. Flora gs: 1. 1905. 

+ Arthur, J.C. Annals of Botany 2: 491. 1897. 

t Woronin, M., cited by Ternetz in Jahrb. Wiss. Bot. 35: 274. 1900. 
§ Pfeffer, W. Plant Physiology (Eng. Transl.) 3: 289. 1905. 

|| Pfeffer, W. Plant Physiology 2: 328. 1905. 
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fer and some of M. Mucedo that have kept for two years, and most 
of them still grow quite as well as the spores of these plants that 
are only a few days old. They have been preserved in a dry condi- 
tion on bread, on which they grew in wide-mouthed bottles closed 
with cotton. This is also a very convenient way in which one may 
preserve the spores of those plants it is desired to grow—when 
first it is ascertained that the culture sealed in the bottle is a pure 
one. One may then by means of a sterilized needle or forceps 
easily remove a few spores to the desired culture media and in 
this way by a great saving of time and labor obtain pure cultures 
for study. Schréter* used Phycomyces nitens and Mucor stolonifer 
for his study; Arthurt used Rhizopus nigricans; de Vries,t Phy- 
comyces nitens; Ternetz,§ Ascophanus carneus; and Woronin,|| 
Ascobolus pulcherrimus. Of the three forms that I used, viz: 
Mucor stolonifer, M. Mucedo, and to some extent Phycomyces nitens, 
I found M. Mucedo also to be easily obtainable and as well 
adapted to the investigations of this paper as M. stolonifer. In 
addition, then, to my work on the other two forms my experiments 
with Mucor Mucedo, made to confirm or disprove Schréter’s results, 
will also show whether or not the phenomena he and Ternetz 
describe are observable in still another fungus to the same extent 
as he mentions] for M. stolonifer. 


APPARATUS AND METHOD 


A description of the methods used in working out this paper 
can not all be described in one place, but the methods used in 
the various experiments can be materially shortened by describing 
and figuring at the outset a few of the principal pieces of apparatus 
used, to which reference may be made in the study where they 
were employed. For this purpose FIG. I is an illustration of the 
apparatus used. In some of the earlier experiments the apparatus 
shown in FIG. I was used in a somewhat more simplified form, but 


* Schréter, loc. cit. 2. 

+ Arthur, loc. cit. 493. 

t De Vries, H. Bot. Zeit. 44: 1-6. 1885. 
§ Ternetz, loc. cit. 273-309. 

|| Ternetz, loc. cit. 273-309. 

Schréter, loc. cit. 10-29. 
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as the work progressed, some additions to it were found neces- 
sary for the sake of certainty of results and convenience. FIG. 1 
was used especially for obtaining the hydrogen in a pure form. As 
here arranged, the gas generator A is to the left. The generator 
contained the purest zinc made. The sulphuric acid mixture used 
was composed of one part concentrated sulphuric acid diluted with 
nine parts of water,* and on its surface was poured a thick layer of 
liquid paraffin. The generator connects with the four-way stop- 
cock B by means of which the stream of hydrogen may be sent to 
either of the U-tubes Cor C’. Or the stopcock may be so arranged 
that the generator A is cut off from the rest of the apparatus and 
air drawn through B’. Of the U-tubes shown C and C’ contain 
a concentrated solution of potassium hydrate, and in addition the 
arms of the U-tube are in each case nearly filled with pumice stone 
that has been saturated with the same solution. Hydrogen passed 
slowly through a tube arranged in this way will be freed from any 
hydrochloric acid, sulphur dioxid, or hydrogen sulphid that it 
may contain when prepared by the action of sulphuric acid on 
zinc.t The U-tubes D and D’ contain silver nitrate for removing 
any traces of arsenic which may be present according to the 
equation: 
6AgNO; + AsH; + 3H,O = 6Ag + H;AsO; + 6HNO,. 

The U-tubes E and E’ contain potassium permanganate for 
the removal of organic substances and are connected with F and F’ 
containing pyrogallol and concentrated potassium hydroxid for 


the sulphuric acid does not attack the zinc readily, so as to cause a rapid evolution of 
hydrogen, this may be brought about by the addition of a small quantity of platinum 
tetrachloride or copper sulphate to the sulphuric acid.” 

+t Andrews, loc. cit. 523, where a similar but briefer method of washing hydrogen 
for another set of experiments is discussed. 

t Hempel, W. Methods of gas analysis. Eng. Transl. 149. 1902. This gives 
the following formula for making an alkalin solution of pyrogallol which is a good 
and rapid absorbent for oxygen. 

“5 grams pyrogallol dissolved in 15 ccm. of water, 

120 grams potassium hydroxide dissolved in 80 ccm. of water.” 
“The absorptions do not take place well,’’ says Hempel, “‘under 15° but since all my 
experiments, except those of temperature were above 15° the method could be used ’’ 
and “‘A solution prepared as above stated gives off no carbon monoxide during the 
absorption.” 


{ 
q 
| 
| freeing the gas from any trace of oxygen.{ It will be seen by the 
. * Andrews, F. M. Annals of Botany 19: 523. 1905. “If, as sometimes happens, 
| 
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figure that a three-way stopcock is inserted between F and G and 
also one between the U-tubes F’ and G’. This arrangement 
makes it possible to attach a tube at Z or L’, and without dis- 
connecting or disturbing the apparatus to quickly draw off samples 
of the gas at these points and to ascertain if the chemicals in the 
various U-tubes are removing any objectionable substance from 
the gas and letting it pass through pure. The tests showed the 
hydrogen to be absolutely pure in the samples taken in this way. 
The tubes G and H and the bottle 7 contain pure water and 
pieces of wet filter paper to moisten the gas. Unless this is done 
the ait which enters the gas chamber U’ will soon cause the drops 
of water, or other medium in which the plants are growing, to 
evaporate. 

The U-tubes G and H and the bottle J with the water they 
contain also act as a check valve to prevent a backward flow of any 
gas used. I used the bottle J instead of a third U-tube, so that a 
curved tube, 7, might be inserted in it with a narrow opening of 
known size to assist in estimating the rapidity of flow of the gas. 

It will be seen that C’, D’, FE’, and F’ contain the same sub- 
stances as C, D, E, and F, but experience has shown that it is the 
better plan to use two sets, and that it avoids a possible early 
deterioration of any of the chemicals which might occur before the 
experiments were completed, if only one set were used. The 
U-tubes G’, H’, and I’ contain concentrated glycerin, and the arms 
of the tubes are loosely filled with pieces of filter paper saturated 
with the same solution to dry the air or gas drawn through these 
tubes. 

From either of the two rows of U-tubes above mentioned the 
gas may be drawn through O’ in two ways. It may go either 
through Z to the gas chamber U’, containing the plants under 
investigation, or through the stopcock P, then through R to the 
gas chamber U’. 

By the first way only gas of the temperature of the room is 
passed through U’. But by passing the gas through P and then 
R it may be warmed to any temperature in R by warming the 
water in R’ as desired before sending it to the gas chamber. A 
more convenient way is to have the gas lamp X controlled by 
an accurate thermoregulator, or a still better method is to place 


| 
j 
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the vessel R’, containing R, in a small well-regulated thermostat. 
Unless the generator A is very large it is rarely the case that a 
gas generated by it would be forced through the apparatus shown 
in FIG. I. In order to make this possible an aspirator, W, is also 
attached and the flow controlled by a stopcock, W’. An aspirator 
may be graduated to estimate the outflow and gas drawn through, 
or the stopcock W’ may be adjusted by means of a meter used 
on the outflow stopcock as shown by Detmer.* 

If strong suction is not required a constant flow of any gas 
through the gas chamber U’ may 
be obtained by the use of a float- a I 
ing siphon shown by FIG. ta taken 
from the work of N. W. Lord.t 
The figure shown here is about ? 
the size of the apparatus I con- 
structed for this work. It can not 
be used with the apparatus shown 
by FIG. 1 but can be employed 
when the gas has to pass through 
only a shallow liquid, or if gas only 
is to be drawn through. Its value 
lies in the constancy of the flow of 
gas it will cause, while other ap- 
paratus used for this purpose must 
be continually watched and regu- 
lated to insure accurate results. 
In some cases a suction pump, such 
as are attachable to water pipes, is _F!6- 1¢- Floating siphon used to 

draw through a constant stream of 

an advantage to use. Wherever ,.. 
possible, and this was generally the 
case, all glass connections were made by having the tubes fused 
together in one continuous piece. (Fic. 1.) This made leak- 
age impossible, which with hydrogen is very difficult to prevent 
under ordinary circumstances. The other connections, as for 
example with the generator, U-tubes, and the gas chamber, were 
made by means of rubber stoppers and sealing wax according to 


* Detmer, W. Pflanzenphysiologische Praktikum 821. 1905. 
t Lord, N. W. Notes on metallurgical analysis 181. 1903. 
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another efficient method I have used.* In some of my experi- 
ments, not shown in FIG. 1, I made connections between glass 
tubes in the following way, which were absolutely proof against 
leakage. 

The method may be illustrated by the accompanying diagram, 
FIG. 2. Tubes of somewhat different but con- 
venient sizes were used. The inner surface of 

ee A from C to D and the outer surface of B over 
seal the same distance were covered with paraffin 
and then these parts submerged in hydrofluoric 
acid. This etched the unparaffined surfaces of 
the tubes and allowed a more perfect and firmer 


© cote grip of the sealing wax used in making the con- 
nection. The hydrofluoric acid was always care- 
B------ fully removed by washing and then drying the 


tubes before using the sealing wax. Or the tubes 
may be fastened gas-tight together by means of 
—_ litharge and removed, when desired, by nitric 
of making glasstube acid as was done by Pfeffer.t| One tube, A, had 
connections by on its inner end, at C, a few layers of compact 
sealin& filter paper so as to make it fit B tightly. Very 
finely powdered sealing wax was then sifted in be- 
tween A and B from C to D. Then, on gently heating the tubes 
from C to D in a flame the powdered sealing wax was carefully 
melted, and when it was cooled there was produced an absolutely 
tight connection. When it was desired to disconnect the tubes 
joined by sealing wax, the joint was gently heated to soften the 
wax, when the tubes were easily drawn apart. The joints made 
as above described were perfectly tight even when tested in water 
by a pressure of about one half an atmosphere. The U-tubes 
can be so arranged as to be totally under water as shown by 
Ewart.{ 
A more simple and convenient way is to test the various joints 
by means of the large, short glass tube shown in FIG. 3. Each end 
of the large glass tube is closed by a split cork to hold the apparatus 


* Andrews, loc. cit. 523. 
+ Pfeffer, W. Osmotische Untersuchungen 7, 12. 1877. 
t Ewart, A. J. Protoplasmic streaming in plants 41. 1902. 
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on the tubes and make it water-tight. In case there should be 
vertical joints the same scheme as shown by FIG. 3 could again 
be used, if the lower end is closed by a split cork as before and the 
opening D closed by a rectangular piece of rubber or cork. Any 
leakage in a joint so surrounded with water would, of course, be 
easily detected, while the apparatus has the advantage of being 
quickly and easily changed from one connection to another. 

In some cases metal gas chambers of the Engelmann type 
were used for the investigations, but in some others, where hydro- 
gen especially was not used, the ring form of gas chamber was 


A a 


Fic. 3. Method of testing for leaks in glass tube connections under water. 
xX. 


employed. These were fastened to the slide with sealing wax 
or paraffin. A still better way is to use the glass ring form of gas 
chamber having a continuous glass base of its own. 

In those cases where it was not necessary to pass gas of any 
kind over the specimens under investigation, simply glass rings 
were used and these were cemented to the slide by sealing wax 
or paraffin as above described. The cover glass to which the 
medium containing the specimens hung was made gas-tight by 
cementing it to the gas chamber, of whatever form used, by means 
of vaselin or a mixture composed of vaselin and wax as indi- 
cated by Pfeffer.* In some cases, as mentioned by Pfeffer, 
shellac of the proper thickness may be used to advantage especially 
in experiments requiring some considerable time. The gas chamber 
and apparatus were always thoroughly freed from any gas foreign 
to the investigation before beginning the experiments. 


* Pfeffer, W. Plant Physiology 3: 239. 1905. 
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EXPERIMENTAL PART 


The investigations were begun by a series of experiments 
to ascertain what culture media were best for the growth of these 
fungi. The specimens of Mucor stolonifer and M. Mucedo were 
grown in various nutrient media, which require a word of explana- 
tion here. Some of the spores of Mucor Mucedo, M. stolonifer, and 
Phycomyces nitens were observed to germinate very well in a 5 
per cent solution of pure cane sugar. Other concentrations of the 
cane sugar solutions were used, but the 5 per cent solutions gave 
excellent results and under favorable conditions of temperature 
etc. a rapid growth resulted. In some experiments they grew 
quite well for a time in water, but this did not suffice for the 
conditions which the experiments of this study made necessary. 
Also a favorable medium was formed for the growth of the fungi 
in a tolerably concentrated solution of plum juice obtained in a 
suitable condition by filtering first through a thin layer of cheese- 
cloth and then through filter paper. A solution made from horse 
manure caused a good growth, but it was inferior in this respect 
to sugar or plum solution, as was also a solution made by adding 
a little glycerin to pure water. 

Another good medium for the growth of these fungi is bouillon 
made as follows: 

50 grams lean beef, 
100 c.c. water. 

Let this stand from one to two hours at 50° C., then filter 
through cheesecloth. If less than too c.c. filter through add 
water to make that volume. Add 1 gram dry peptone and 0.5 
gram of common salt, then boil, neutralize, clear, and filter. 

In some experiments gelatin was used, made as follows: 

50 grams lean beef, 
gelatin 10 grams, 
dry peptone I gram, 
salt 0.5 gram. 

Heat, neutralize, clear, and filter. 

Agar-agar was also used. It was made by adding 15 grams 
of finely chopped agar-agar to the bouillon solution above men- 
tioned. A concentrated solution of very saccharin grape juice 
was also a good medium for fungal growth. 
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Schréter also used several of the media I have just mentioned, 
but they differ in some respects as to the various ingredients and 
concentrations. I did not have good success in my experiments 
with citric acid on the fungi studied and abandoned it entirely 
after a few experiments. With the exception of the water and 
citric acid solutions I obtained good growths of large actively 
streaming fungi. The protoplasm sometimes moved as rapidly 
as from 2 to 4 mm. per minute, and it often maintained this move- 
ment to and from the apex for hours under the artificial conditions 
to be mentioned later, or as long as the observation lasted, which 
was frequently continued from morning till evening and recom- 
menced the following day. 

Some specimens of Mucor stolonifer and M. Mucedo were kept 
growing in a weak solution of grape juice and still others in a 
dilute solution of plum juice for five days. The streaming was 
apparent during all this time whenever the plants were placed 
under artificial conditions. In this culture medium the hyphae 
were small and the growth weak. They were grown in a hanging 
drop solution of the substances above referred to on a cover glass, 
and this was cemented to a glass ring cell by means of the wax 
mixture previously mentioned. The glass ring cell was cemented 
to the slide with soft paraffin. A better growth than in the last 
case, and also a specimen that lived longer, was produced by the 
spores of Mucor Mucedo in a 1 per cent solution of cane sugar. In 
this mixture most of the spores germinated, forming long hyphae. 
Many of these spores germinated very unevenly although all were 
mature. Some of them began to germinate only after two or three 
days or even longer, after others sown at the same time had pro- 
duced hyphae of considerable length. The specimens were ob- 
served from time to time, and the movement of the protoplasm 
could be seen although not so rapid or in such volume as in those 
specimens grown in some of the nutrient media mentioned earlier 
in this paper. This protoplasmic movement was often evident 
almost as soon as germination was well begun and continued 
generally, when artificial conditions were introduced, for the entire 
life of the filaments. The growth shown by this experiment was 
not very rapid and the fungal filaments were small. Klebs* also 


* Klebs, G. Bedingungen der Fortpflanzung bei einigen Algen und Pilze 
506, 507. 1896. 
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has found that the nature of the nutrient medium was of great 
influence in causing a very large growth of fungal filaments where 
sugar was used. But this he found not to be the case for all sorts 
of sugar. He also found that the same applies to peptone solutions 
of certain concentrations. It has therefore been of importance in 
this study to select those culture media that will cause a rapid 
growth of fungal hyphae having large diameter so as to carry 
on the investigation to better advantage. The gelatin solution 
grew fungal hyphae of very large diameter and conspicuous stream- 
ing movements. The nutrient media, then, in some cases pro- 
duced only small specimens unfavorable for study, while in other 
and good nutrient media large and favorable specimens for study 
were obtained. Such an investigation for suitable media is, as 
these experiments and the work of Klebs have shown, an extensive 
and valuable study in itself, but space does not allow a further 
consideration of it here. 

In inoculating the various culture media above described a 
large steam-tight chest in Pfeffer’s laboratory was used. The 
glass sides of this box were first carefully washed, and then live 
steam was rapidly passed into it from a steam boiler for one hour 
or so until well sterilized. All inoculations of the culture media 
with the desired spores could then be made within the glass box 
by proper care without the cultures becoming contaminated with 
bacteria or other forms. Unless this precaution was observed 
bacteria and other forms would frequently gain access to the 
cultures and interfere with the success of the experiment, or if 
it were continued for some time, frequently outgrow and destroy 
the forms under experimentation. 


PROTOPLASMIC STREAMING IN MUCOR STOLONIFER AND M. MUCEDO 
TRANSPIRATION 


In these investigations a study was next made in order to 
ascertain how the protoplasm would behave when saturated air 
and the air of the room were alternated with each other. Accord- 
ingly the spores of Mucor Mucedo were placed in a hanging drop 
culture consisting of 5 per cent pure cane sugar and arranged in 
the glass ring cell as described above. The same was done in the 
case of spores of Phycomyces nitens and also those of Mucor stoloni- 


| 
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fer, and in all cases large active growing hyphae were obtained. 
So far as could be ascertained from a great many cultures prepared 
in this way, all of the fungal spores just mentioned above seemed 
to grow about equally well. The temperatures were controlled 
by placing the cells containing the specimens in a constant tempera- 
ture room in Pfeffer’s Institute. A change of temperature, even 
though it be very slight, may sometimes cause an acceleration 
or retardation in protoplasmic movements. To prevent this the 
microscope and all apparatus concerned in such experiments were 
also put in the constant temperature room at the time the culture 
was started, in order to avoid a change of temperature, which 
would occur if the cell were placed on the colder surface of the 
stage of the microscope. 

In such an investigation as this, where the temperature was 
to be considered, some experiments were carried on in the constant 
temperature room at 24° C. A more convenient way for the 
investigator is, in case the cover glass is properly attached, to make 
use of a warm chamber like that of Pfeffer* or that of Ewart.t 
Another rather convenient and exact way to control the tempera- 
ture of the specimen for an indefinite period is by the use of the 
Molisch{ freezing-box, in which the ice ordinarily employed is 
replaced by water of the desired temperature, which is siphoned 
in and out. The best and most exact method of controlling the 
temperature is to arrange an ordinary thermostat having an 
adjustable glass door. The microscope may be placed in the 
thermostat and operated as in the Molisch freezing-apparatus. 
The heat may be exactly regulated by means of a thermoregulator. 
In the study of the effect of temperature I did not attempt to 
ascertain what result the optimum temperature had on the hyphae 
of very different ages, if it has any, as is probable. Ewart§ has 
shown this to be the case in the cells of Nitella and Chara. At 
all events an investigation to ascertain this exactly in various 
fungi is much to be desired. The following two experiments will 
show the behavior of the protoplasm when saturated air and air 


* Strasburger, E. Das botanische Practicum 3: 22. 1887. 

+ Ewart, A. J. Protoplasmic streaming in plants 60. 1902. 

t Molisch, H. Untersuchungen iiber das Erfrieren des Pflanzen 2-6. 1897. 
§ Ewart, loc. cit. 63. 
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of the room are alternated and the specimens are grown under 
constant temperature. In the first experiment the spores were 
grown in a 5 per cent solution of cane sugar. The tables (1 and 
11) will be self-explanatory with the exception of the first column, 
which indicates the number of times the saturated air and air of 


TABLE I 


EXPERIMENT WITH Mucor stolonifer GROWN IN 5 PER CENT SUGAR SOLUTION AT 
CONSTANT TEMPERATURE AND EXPOSED TO DRY AND MOIST AIR ALTERNATELY 


Order Direction Time of Time of Ss } 
1 | First to tip 15 min. rapid Com- <. 
| pressed ! 
2| Next to base 20 min. |slow | Com- | 24°C. 
pressed | 
3 Then ___ totip 8 min. | slow, then | Com- | 24°C. 
faster | pressed | 
4 Then to base 7 min. slow Com- 24° C. 
| | pressed 
5|— stillfor3 min. Com- 24° C. 
| | pressed 
6 Next to tip 9 min. | slow, then Com- 24° C. 
| faster pressed | 
7 Then to base 4min. |slow, then Com- | 24°C. 
faster | pressed 
8 | Then totip | 7 min. slow, then Com- 24°C. 
fast, then pressed 
stopped with 
jerk | 
9 Then to base | 5 min. |slow | Com | 26°C. 
pressed 
10 Then totip | 8 min. slow, then Com- | 24°C. 
fast pressed 
II Then to base 2} min. |slow | Com- | 24°C. 
pressed 
12 —- still for 1 Com- 24° C. 
minute pressed | 
13 Next to tip 7 min. slow Com- aa’ C. 
pressed 
14 | Then to base | 13 min. |slow | Com- | 24°C. 
pressed 
15 Then to tip I min. slow Com- aa? C. 
pressed | 
Total | Total 
55 min. | 40 min. 


the room were alternated. The flow to the tip was caused when 
the dry air of the room was drawn through the gas chamber, and 
the flow from the tip when saturated air was admitted. 

In this experiment the hyphae protruded from the sugar solution 
into the surrounding air of the gas chamber. It will be seen also 
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that while the protoplasm flowed 15 minutes longer toward the tip 
than to the base of the hyphae, the velocity of the apical stream 


TABLE II 
» EXPERIMENT WITH Mucor stolonifer GROWN IN 10 PER CENT GELATIN AT CONSTANT 


Direction Time of 


3 Order of of € - 
I First to tip 10 min. fast, then com- 24°C. 
slow pressed 
2 Next to base 7 min. ! fast, then com- 24° C. 
| slow pressed 
3 | Next to tip 12 min. | slow com- 24° C. 
pressed 
4 Next to base 3 min. | fast com- 24° C. 
pressed 
’ 5 Next to tip 5 min. fast com- ag? C. 
| pressed 
6 Next to base | 4min.| fast com- 24° C. 
pressed 
7 Next to tip 8 min. slow com- 24° C. 
pressed 
8 Next to base 2 min. | fast com- 24° C. 
| pressed 
9 Next to tip II min. | | slow com- 24° C. 
| pressed 
10 | Next to base | min. slow, then com- 24° C. 
stopped pressed 
| with jerk 
tr | Next to tip 4} min. | slow com- 24° C. 
pressed 
12 | Next to base 153 min. slow com- 24° C. 
pressed 
f 13 Next to tip 14 min. slow com- sq4° C. 
| pressed 
14 Next to base 3 min. slow com- C. 
pressed 
15 Next to tip 19 min. slow com- 24° C. 
pressed 
16 | Next to base 30} min. slow com- 24° C. 
pressed 
17 Next to tip 60 min. | slow com- 24° C. 
pressed 
18 Next to base 70 min. slow com- 24° C. 
| pressed 
| | Total | Total | | | 
143} min. 136} min. | | 


} 


was also much greater at first than the basal flow. The amount 
of protoplasm, therefore, carried in either direction over a given 
distance varied considerably during more than 11% hours, during 
which time the observations of this experiment were continued. 


TEMPERATURE AND EXPOSED TO DRY AND MOIST AIR ALTERNATELY . 
— = — — — 
| 
| 


470 ANDREWS: PROTOPLASMIC STREAMING IN MUCOR 


A measurement of the distance traversed in the time given for 
the apical and basal stream would also substantiate this. In the 
second experiment the spores were grown in 10 per cent gelatin 
and under the same conditions as the previous experiment. 

A glance at the figures in TABLE 11 will show that the total time of 
streaming to the tip in the experiment shown by TABLE II was also 
slightly greater than the time the protoplasm streamed to the base, 
by 744 minutes. An estimate of the time spent in streaming to 
the tip and base, taking into consideration the rapidity of flow of 
the protoplasm, shows that the difference as to time, as is above 
seen, is not very great in this experiment. The observations 
recorded in TABLE II were made from plants that were studied 
continuously for about five hours, and when the observations 
were discontinued at 8 Pp. M. the streaming of the protoplasm 
was still going on and could be seen again the next morning. The 
results of TABLES I and 11 in the two preceding experiments were 
also substantiated hy numerous other such experiments not 
recorded here. Under natural conditions, however, if any dif- 
ference could be detected in hyphae that were fully active in every 
respect, a slightly greater activity or flow toward the tip or young 
portions would be expected. To prove this would require un- 
interrupted observation from the time streaming first begins in 
the hyphae of these fungi. The streaming, as above mentioned, 
does not begin as soon as the spore has germinated, but only after 
the hyphae have attained some length. Good streaming hyphae 
were found in many cases after the spore had been sown about 18 
hours, and nearly always 24 to 30 hours were sufficient at the 
optimum temperature to grow hyphae showing active protoplasmic 
streaming. 

It is by no means always the case as Schréter* seems to think, 
that branching of the young hyphae is necessary for streaming to 
occur. It is true that no streaming of the protoplasm occurs 
when the filament is very young and entirely filled with granular 
protoplasm. As soon, however, as the filament has increased con- 
siderably in length and before any branches whatever have been 
formed, streaming is often plainly visible. Generally a much 
branched rapidly growing filament shows more rapid streaming than 


* Schriter, loc. cit. 7, 8. 
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a slow-growing one or one without branches. Especially is this 
true in the case of an unbranched filament where the transpiration 
is influenced by artificial means. The sudden action of very dry 
air, for example, has a much more noticeable effect in producing 
streaming in the branched filament with large exposure surface, 
by the rapid withdrawal of water, than in the single unbranched 
filament with a much smaller exposed surface, in which streaming 
has just begun or in which it can for the first time be produced. 
The difference in the character of the cell walls of the branched 
and the unbranched filaments as to transpiration is unimportant 
in this connection. In unbranched filaments it is possible to 
cause streaming by artificial means before it would normally occur. 

The two previous experiments show that a streaming of the 
protoplasm may be easily produced by artificial means. The 
artificial means in the instances just cited was transpiration. They 
also show that as transpiration is active or inactive, streaming is 
active or suppressed. The filaments grow when completely sub- 
merged, but the growth is not so rapid in wholly as in partly 
submerged fungal filaments. 

In order to ascertain if streaming could occur in a saturated 
atmosphere, glass ring cells were made and the spores of Phy- 
comyces nitens grown in the suspended 5 per cent solution of cane 
sugar. The filaments grew at the optimum temperature out of 
the solution into the completely saturated air of the closed cell, 
and when observed 48 hours later no streaming was present. In 
another cell similarly arranged the cover glass was slightly raised 
after the filaments had grown 48 hours. Streaming began in a 
few minutes and was very evident. This last arrangement allowed 
a slight interchange between the air of the artificial cell and the 
drier air of the room; and this small difference was sufficient 
to cause a rapid movement in the second experiment, and at the 
same time showed that while the change in humidity was slight, 
a little change in this respect may produce a considerable increase 
in transpiration and consequently a decided acceleration in proto- 
plasmic streaming. The same experiments with the same results 
were carried out with Mucor stolonifer and M. Mucedo. The move- 
ments of the protoplasm shown by these experiments were there- 
fore induced wholly by the transpiration occurring in that part 
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of the filaments protruding from the water, for in those spores 
that had germinated and whose filaments had not grown out of 
the hanging drop of sugar solution the streaming was absent. In 
every case of the many specimens examined streaming always began 
just as soon as a filament protruded from the solution into unsatu- 
rated air; and during the whole active life of the fungal filaments 
the velocity of protoplasmic streaming would be accelerated by 
artificial conditions, as the length of the filaments outside the drop 
became greater and the transpiring surface was increased. These 
specimens were kept growing in the glass cells for five days, at 
the end of which time the filaments had attained a great length, 
and in these rapid streaming was visible. Sporangia were also 
formed in both cultures. 

In another experiment the spores of the fungi were grown under 
the cover glass on an ordinary slide in a 5 per cent solution of sugar 
or at times in water and the filaments allowed to grow from under 
the cover glass into the warm air of the constant temperature room 
or warm chamber. As before, so long as the filaments were com- 
pletely submerged no streaming occurred, but as in the preceding 
experiment, as soon as the filaments emerged from the cover glass 
into the warm dry air an active streaming of the protoplasm com- 
menced. In other experiments the fungal filaments were caused 
to grow from under the cover glass directly into a drop of water. 
When the water outside the cover glass was removed, streaming 
began immediately and was slow or rapid according as the amount 
of surface of the fungal filaments thus exposed to the dry air was 
small or large. The movements thus induced to the point where 
transpiration was occurring continued visible for a long time, or 
until practically all the movable part of the protoplasm was 
crowded as nearly as possible into the transpiring parts. When 
this occurred the vacuoles, which before were more or less elongated 
parallel to the long axis of the filaments, were now so crowded 
together and were so strongly compressed that their long axis 
was generally transverse to the filament. When water was again 
placed on any filament or filaments outside the cover glass from 
which it had been removed, a streaming movement immediately 
began away from the point at which such addition was made. 
This return movement continued, by this absorption, until equi- 
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librium was again practically established. Or if other parts were 
then exposed to the air the direction of motion was to them. In 
all cases excessive and prolonged transpiration in the ways indi- 
cated must be avoided to prevent a fatal termination. If this be 
done and care used, the number of times the protoplasm may be 
caused to stream to a transpiring part or away from what was a 
transpiring part, is unlimited. These experiments show, therefore, 
that transpiration causes streaming under the conditions here 
mentioned. 

The dependence of protoplasmic movement on transpiration 
in the cases here referred to was further proved by growing the 
spores of the fungi mentioned, on the under side of a cover glass 
of an ordinary metal or glass gas chamber. Under these condi- 
tions, when saturated air was drawn through, the protoplasm did 
not stream in those filaments protruding into the saturated air. 
When, however, air that was nearly saturated was drawn through, 
slow streaming began. When very dry air was drawn through the 
gas chamber after the filaments had been in saturated air, stream- 
ing instantly began with great rapidity; and if this dry air was 
drawn through very long, the filaments were soon dried out and 
the exposed parts killed. The streaming finally stopped in those 
filaments in which it had been caused by dry air. When this 
occurred streaming was again produced by admitting air that is 
somewhat drier than that used to induce streaming before, if one 
does not delay too long before admitting the air. If after the use 
of the several degrees of dryness of dry air to induce streaming 
one readmits moist air in different degrees of humidity, streaming 
from the exposed parts of the filaments takes place for a time 
with a velocity in accordance with the humidity of the surround- 
ing air. This movement continues till equilibrium is established, 
the time for which, however, will vary. The return streaming 
movement is slower and continues longer if the air is only partly 
made moist than if the air is saturated. 


THE INFLUENCE OF HYDROGEN 
In the filaments of Mucor Mucedo and M. stolonifer, grown 
as above described, hydrogen stopped the movement of the pro- 
toplasm in 20 minutes in moist air. Schréter gives about 5 
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minutes as the time required, but this seems a little too short a 
time in view of the average of 20 minutes which I found from 
experimentation with a large number of fresh plants. After 
streaming had been stopped by hydrogen it began again in one 
minute after fresh air had been readmitted. This experiment 
was repeated many times on the same filaments, always with the 
same effect. The streaming had in each case again become visible, 
but the effects had not entirely disappeared, as it responded less 
quickly after many trials. 

Fresh specimens of Mucor stolonifer and M. Mucedo were not 
affected so soon by hydrogen passed through in moderately dry 
air as in saturated air. For example, it required pure hydrogen, 
as shown by many experiments, on the average 54 minutes to stop 
the streaming of the protoplasm in this plant in dry air. Also a 
somewhat longer time as compared to those in moist hydrogen was 
required for recovery. After streaming had been stopped in dry 
hydrogen, 5 minutes instead of I minute were required for 
recommencement of streaming after fresh air had been drawn 
through. 

The protoplasmic streaming of fresh specimens of Mucor stoloni- 
fer and M. Mucedo was again stopped by a stream of saturated 
hydrogen in 20 minutes. When this experiment was performed 
the streaming was at first toward the base. Then, when dry 
hydrogen was passed over the specimen, the streaming began to the 
tip and continued for one-half minute. Again, moist hydrogen 
was admitted and streaming began to the base, stopping in 15 
seconds. Then dry hydrogen was passed through and streaming 
began to the tip, ceasing in 10 seconds. This experiment was 
repeated ten times with the dry and moist currents of hydrogen, 
alternating them each time, always with the same result that 
streaming was reinduced each time. The moist hydrogen was 
easily obtained by causing it to pass through G, H, and J before 
entering U’, FIG. I. 

In another series of trials like the preceding, but on another 
specimen, the length of time the protoplasm streamed from the 
moist or to the dry hydrogen, respectively, is shown by the follow- 
ing experiment, TABLE III: 
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TABLE Ill 
n | Streamed to the , Streamed from the moist 
Trials | dry hydrogen Stull hydrogen 
I 2 minutes fast I minute fast 
2 3 minute fast 5 seconds slow 
3 23 seconds slow 3 seconds slow 
4 I minute very fast Io seconds slow 
5 5 seconds still, 
starts with jerk 
6 5 seconds very fast 2 minutes very slow 
7 3 seconds still, 
starts with jerk 
8 20 seconds fast 14 seconds slow 
9 12 seconds fast 9 seconds slow 
10 5 seconds fast 3 seconds slow 
Totals 275 seconds 224 seconds 


{t will be seen from the above figures that the time of flow in 
either direction varied greatly. The greatest amount of time, as 
well as the greatest velocity of streaming, was to the dry hydrogen. 
In only the first trial with moist hydrogen did the streaming appear 
fast. The totals of time above given and also the velocities 
observed are much less, as a rule, than where dry and moist air 
were used. The specimens used in the above experiment were 
replaced in fresh air and put away for 24 hours, at the end of which 
time they were living and streamed as actively as before. The air 
used in the experiment just mentioned was made perfectly dry 
by passing it over pure glycerin (FIG. 1). Other experiments, 
however, were performed in which weaker solutions of glycerin 
were used. It is sufficient to mention here one instance in which 
30 per cent glycerin was used. The streaming to the dry hydrogen 
in this case was much slower, as expected, and continued for 7 
minutes, which is a much longer time than the total of the same 
number of trials as in the previous experiment. 

As has been shown above, transpiration may be practically 
suppressed and streaming stopped or prevented by a saturated 
air in 20 minutes. When saturated hydrogen is passed through 
under precisely the same conditions, the streaming stops in less 
time than in saturated air alone. This was shown by causing 
saturated air to be drawn over the filaments of Mucor stolonifer 
and M. Mucedo, which stopped streaming in 45 minutes by pre- 
venting transpiration. When, however, saturated pure hydrogen 
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was drawn over the specimens the streaming of the protoplasm 
stopped in 20 minutes. This is the average time of many experi- 
ments of this kind with both saturated air and saturated hydrogen. 
As there was a difference shown by these separately, it was thought 
that a difference could be proved when they were used successively 
on the same specimen. Accordingly, pure saturated hydrogen was 
used again on a fresh specimen and the streaming stopped in about 
20 minutes as before. Just as soon as streaming ceased, saturated 
air was drawn through and immediately a slow streaming of the 
protoplasm began and continued for 8 minutes. This and other 
experiments indicate that when the streaming of the protoplasm is 
controlled or influenced by transpiration this may be partly caused, 
as in this experiment, by physiological action. This agrees with 
Schréter’s opinion concerning transpiration in these fungi. When 
spores were sown in small drops of the solution of the different liquid 
nutrient media and a rapid growth occurred so that numerous | 
long and rapidly transpiring filaments projected into only moder- 
ately dry air, the streaming of the protoplasm produced by transpi- 
ration continued often for several hours. This finally resulted, 
as Schréter states, in a concentration of the various liquid nutrient 
media to an extent that streaming to the transpiring or formerly 
transpiring tips finally ceased. If the small drops of liquid 
nutrient media be again diluted, streaming in the former direction 
will occur; and this experiment may be repeated a good many 
times with the same specimen, and always with the same result 
if due care is observed. 

In these experiments on transpiration the air or hydrogen that 
was drawn over the specimens was warmed (in R, Fic. 1) before 
coming in contact with the plants under investigation. In all 
cases when hydrogen was employed in the experiment, suitable 
bacteria were used in order to ascertain that no oxygen was present 
to interfere with the results. 

A series of experiments was next tried to show the effect on 
transpiration of different strengths of glycerin, also glycerin in com- 
bination with other reagents. The glycerin mixtures did not in any 
case come in direct contact with the nutrient media in which the 
fungi experimented with grew and also did not touch the exposed 
fungal filament when these projected from the culture media. The 
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spores of the fungi were grown in hanging drop cultures over the 
glycerin solutions in the ordinary glass ring gas chambers. When 
good growing and streaming specimens were obtained they were 
placed, in the first of these experiments, over a 50 per cent solution 
of glycerin for 15 hours. This was much longer than it had been 
intended to allow the experiment to continue, and at the end of 
that time, as was expected, the specimens were all killed by being 
completely dried up and collapsed beyond easy recognition. This 
takes place in the filaments of the fungi here studied in a much 
shorter time, as mentioned, than 15 hours; for when the experi- 
ment was repeated, with 50 per cent glycerin, it was found that 
the fungi were desiccated to a point beyond vital recovery in 47 
minutes. 

In a third experiment of this strength of glycerin it was found 
that when a specimen of each of Mucor stolonifer and M. Mucedo, 
which were growing in a saturated air, were changed to a cell over 
a 50 per cent solution of glycerin, all streaming of the protoplasm 
stopped in 15 minutes. When the specimen was first placed over 
the glycerin solution the streaming, which to begin with was absent, 
began almost instantly and continued for a few minutes with great 
speed to the exposed portions of the filaments from which the 
water was being rapidly removed by vigorous transpiration. As 
the air became drier the streaming which at first was so rapid 
became in a short time slower and slower, as the water was re- 
moved from the filaments, and in a little longer time, as stated, 
stopped in 15 minutes. When the specimen was then changed 
back over a cell containing pure water or one through which 
saturated air was passed, the streaming recommenced in 5 minutes 
on the average. This recovery of the streaming under these restored 
conditions was at first slow but in a few minutes increased in velocity 
from the tips or exposed portions which had formerly transpired 
rapidly. The increase in velocity of streaming continued till the 
filaments were again about turgid or equilibrium was established, 
when it finally ceased, as it did when they were in the saturated 
air before being placed over the glycerin. This experiment can be 
repeated many times with the same active specimen if care is taken 
not to allow desiccation to progress too far. When the transpira- 
tion has been excessive for some time, the filaments are often 
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more or less collapsed or their diameter somewhat reduced after 
the loss of a considerable quantity of water. Even when all 
streaming has ceased and collapse of the filaments has then oc- 
curred to a quite noticeable degree, they may recover their normal 
dimensions and streaming recommence if they are surrounded 
with moist air from which the water is reabsorbed by the filament. 
In one experiment, when this collapse occurred in 22 minutes in 
air dried by 50 per cent glycerin, recovery in saturated air took 
place in 52 minutes and streaming reoccurred. Collapse and 
cessation of streaming can easily be produced over 50 per cent 
glycerin solution in considerably less time than it is possible to 
restore the filaments fully to the normal condition. 

As was to be expected, when the solutions of glycerin employed 
were made weaker, the effect on streaming as the result of weaker 
transpiration was less pronounced. For example, when Mucor 
stolonifer and M. Mucedo were placed over a 20 per cent solution 


of glycerin the streaming stopped in one hour. During all this . 


time the streaming was, as in the 50 per cent glycerin, to the tips 
exposed to the air that was being dried by the glycerin. The 
streaming was not so rapid as over the 50 per cent glycerin. 
After replacing the specimen in saturated air streaming recom- 
menced and regained its normal velocity much sooner than when 
left an equal time over 50 per cent glycerin. Frequently all that 
is necessary to produce streaming in such fungal filaments which 
apparently are inactive, is to cause transpiration by drying the air 
around them with glycerin and as a rule only slightly. The effects 
of still weaker solutions of glycerin will be seen by the following 
experiments. When the fungi were placed over a 10 per cent solu- 
tion of glycerin the transpiration was so diminished that streaming 
continued for 3 hours to the portions exposed. When they were 
placed over a 7% per cent solution slow streaming was to be seen 
to the transpiring parts for 5 hours. When they were placed 
over a 5 per cent solution of glycerin the streaming was still 
visible 8 hours after the experiment was started, and the filaments 
were not perceptibly dried up. The transpiration was very slow 
and streaming was always to the exposed parts. 

In several of the experiments, where the spores were grown 
under the cover glass, bubbles of air of different sizes were also 
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present. In those cases where a good many spores were grown 
under the same cover glass some of the filaments or their branches 
just entered or passed entirely through some of the air bubbles. 
In these, however, the air was saturated and no streaming oc- 
curred. Even when they had just grown into the bubble no 
streaming was seen. When the position of a saturated bubble 
under the cover glass was shifted so that it was placed over a fila- 
ment or a part of a filament that had previously been entirely sub- 
merged, no streaming of the protoplasm began. This shifting can 
be easily done by very slight pressure on the cover glass when it is 
nearly swimming in the solution which submerges the filaments. 
If this pressure is properly applied, a bubble which is a little 
distance from a filament can be caused to flow over it. At the 
same time, since the cover glass does not rest directly on the 
filaments, the pressure is not sufficient in this case to cause any 
injury, as the experiments showed. If, however, a dry air bubble 
is gently brought under the cover glass directly in contact with 
the filaments by means of a glass capillary tube, streaming will 
be induced immediately and will continue for a time. A con- 
venient way of growing the filaments so as to prevent them from 
from being affected by pressure in moving a bubble around under 
the cover glass is to make a cell of a layer of filter paper and fill 
it with the solution and a few air bubbles. For the use of the 
capillary tube here mentioned the filter paper cell should be cut 
away on two sides to freely admit the tube. At first I forced 
air bubbles under the cover glass through a very fine capillary 
tube by means of an automobile pump. By the use of the auto- 
mobile pump directly connected it was difficult to regulate the 
flow and constancy of the air bubbles. To overcome this diffi- 
culty the air was forced directly into an ordinary autoclave, A, 
as an air receiver, by the pump B and from this was conducted 
through the capillary glass tube to the specimen. A mercury 
manometer, C, was connected with the apparatus to show the pres- 
sure more accurately than the autoclave gauge would do. From 
+ to } of an atmosphere was necessary to force the air quickly 
through the capillary glass tube D, according to the size used 
(FIG. 2a). By care, with this method a number of bubbles or a 
stream of them may be forced in, and their number and size con- 
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trolled by the dimensions of the glass capillary tube, which is often 
of importance. Small bubbles may in this way be brought to only 
a part of a long filament and the effect studied. A stream of small 
bubbles generally quickly ran together when they touched a 
filament near one another. It was possible by this means to 
expose for a time to dry air, only one side of a filament that had 
previously been completely submerged. The streaming, which 
occurred due to the bubble of dry air forced in through the glass 
capillary, was slight if only a small part of the filament was touched 
or covered. If a number of bubbles were let in, so that a larger 
part of the filament’s surface was exposed to dry air, the stream- 
ing was somewhat faster, and it continued to increase according 
to the amount of surface thus suddenly exposed to the dry air. 

In these experiments the streaming was never so fast and did 
not continue so long as in the experiments where the fungal hyphae 
were exposed to moist and then dry air in a gas chamber. The 
streaming was always to the part exposed to the dry air where 
transpiration was taking place. When the filament was resub- 
merged, streaming occurred for a time away from the part that 
had been exposed to dry air, but it was never so rapid as it was 
to the tip when this part wasindry air. These experiments are also 
a confirmation of all those investigations in which it was proved 
that in a saturated air in a gas chamber streaming which had 
begun ceased, and when dry air was let in began again. What 
is practically the same is that streaming may be induced by 
forcing warm dry air by means of a glass capillary tube gently 
among the fungal filaments in a hanging drop, if it be continued 
long enough and if the stream of bubbles be rapid. The streaming 
was in the latter experiment slower than in the preceding experi- 
ment. Some of the bubbles were caught in the mesh of fungal 
filaments and held; and in these cases where they touched and 
remained in contact with the filaments streaming was induced 
to that point, but after a few seconds or minutes it ceased. 

The method of using a capillary glass tube was not at first 
so easily manipulated, and many trials and the loss of a good 
many specimens resulted before it was successful to my entire 
satisfaction. 

Some other specimens for these experiments on transpiration 
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were grown in a 10 per cent solution of gelatin. Under favorable 
conditions this medium produced large actively streaming speci- 
mens. The various fungi behaved in this 10 per cent solution of 
gelatin in the same way when subjected to artificial conditions 
to produce or suppress transpiration, as they did in the solution 
of cane sugar. For example, when the streaming of Mucor Mucedo 
and M. stolonifer had been stopped in a saturated air and the 
plant was then placed over a 20 per cent solution of glycerin, the 
streaming began and moved rapidly to the exposed tips at first 
but gradually became slower and then stopped in 50 minutes. 
This was the average time required under such conditions, which 
will be seen to be a somewhat shorter time than when the fila- 
ments grown in a cane sugar solution were placed over a 20 per 
cent solution of glycerin. It was probably partly due to the 
lack of easily available water in the glycerin medium so that 
transpiration could not continue so long. When the spores were 
grown in a gas chamber and saturated air drawn through, the 
streaming ceased, but began again when dry air was passed 
through the cell. The velocity of streaming was dependent on 
the dryness of the air as prepared in the apparatus shown in FIG. I. 


Fic. 4. Part of a filament of Mucor stolonifer partially collapsed by excessive tran- 
spiration. X 400. 

In all the experiments, when transpiration had proceeded too far 

the protoplasm was drawn wholly or partly away from the cell 

wall and gave the appearance shown by FIG. 4. In such cases as 

in FIG. 4, if moist air was readmitted, the protoplasm in a short 

time resumed its natural position and streaming recommenced. 


EXPERIMENTS WITH ETHYL ETHER 


When the same specimen as used above, whose protoplasm 
stopped in 50 minutes over 20 per cent glycerin, was laid over 
a cell containing 20 per cent glycerin to which a 4 per cent 
solution of ether had been added, streaming began again, more 
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slowly at first; then placed over the 20 per cent glycerin alone 
its streaming continued slowly for 15 minutes to the tip. When 
this specimen was again placed over pure water streaming began 
very rapidly from the tip and continued so for 10 minutes, but 
again it moved to the tip when the air was slightly dried. The 
l4 per cent solution of ethyl ether used in this experiment was 
still further weakened to 14 per cent when it was added to the 20 
per cent glycerin. The same experiment was carried out over a 
full 14 per cent ether. As above mentioned a temporary awaken- 
ing of the protoplasmic activity occurred. Schréter* states that 
a 14 per cent solution of ether in a glycerin solution will stop 
streaming, but he does not state the concentration of the glycerin 
or the time required. This I also found to be true as above stated, 
but he has evidently overlooked the fact that a very weak solution 
of ethyl ether in dilute glycerin may cause a temporary recom- 
mencement of streaming if the ether is immediately applied. 
In either case it shows that transpiration is not purely mechanical 
but that certain physiological factors enter into the process. The 
above experiment is not easy to perform, owing to the liability 
of the protoplasm to lose too much water before the ether may be 
properly caused to act upon it. A reawakening of protoplasmic 
activity resulting in earlier or increased growth has been shown 
for other plants by Johannsen.t While this is true of small 
amounts of ether, by increasing the dose to a certain concentration 
not only a mere awakening of activity was caused but a more 
rapid growth.{ In these experiments with a weak solution of 
ether on the fungal filaments a great many groups of the fungi 
were grown on a glass plate which fitted a large glass cell tightly. 
An apparatus like FIG. 5 is convenient to use to quickly draw into 
a cell a solution of glycerin and ether. By opening the stop- 
cock A and applying suction at C the 20 per cent glycerin is 
drawn out, and then by turning the three-way stopcock A again 
and opening B the desired glycerin and ether mixture in D is 
drawn into E under the specimens at F. 

Strong solutions of ether in glycerin caused an unfavorable 


* Schroter, loc. cit. 29. 
+ Johannsen, W. Das Aether—Verfahren beim Friihtreiben 61. 1906. 
t Johannsen, loc. cit. 61. 
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effect. For example, when the specimens were placed over a 20 
per cent solution of glycerin plus a 1 per cent of ethyl ether, stream- 
ing did not recommence as in the preceding experiments. When 
a new and actively streaming specimen was placed over the mix- 
ture, streaming ceased in 24 minutes. The protoplasm streamed 


Fic. 5. Apparatus for drawing a solution into the gas chamber. 


fast at first over this solution but became gradually slower till it 
stopped. The specimens were not killed, for when they were 
placed over water or saturated air drawn through the cell, streaming 
began again. The movement was at first to the base then to the 
tip of the filaments again when the air was only slightly dried. 
The time required for a recommencement of streaming under these 
conditions varied according to the state of desiccation; but on the 
average, where streaming had just ceased, it began again in moist 
air in about 3 minutes. The movement was at first from the tip, 
where absorption was occurring, and then to the tip again when 
the air of the room, which was slightly drier than that of the cell, 
was admitted. 
EFFECT OF OSMOSIS 


For the study of the effect of osmosis on protoplasmic stream- 
ing in fungal filaments the spores of Mucor Mucedo and M. stolonifer 
were grown in water at a constant temperature on a glass slide. 
The cover glass was supported by bits of a cover glass so as not 
to rest on the spores or filaments and to admit a capillary tube- 
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A small capillary tube which had been filled with a 5 per cent 
solution of cane sugar was then carefully inserted under the 
cover glass and so placed that its open end was near one of the 
fungal filaments. In 10 minutes the sugar solution had diffused 
out in the water and come in contact with the filaments, and the 
protoplasm began to stream very fast to the point by the open end 
of the capillary tube. Sometimes the induced streaming was slow 
and then suddenly became more rapid. The capillary tube offered 
a convenient method of enabling one to bring the sugar solution 
to any desired part of a filament and thus study the behavior at 
certain places. No perceptible difference could be detected in 
this way between the base and apex of filaments capable of active 
streaming. At whatever part of an active filament the capillary 
tube containing the 5 per cent solution of cane sugar was applied 
streaming to that point was always induced and in a very short 
time. As was to be expected, weaker solutions of the cane sugar 
required more time and produced slower streaming while more 
concentrated ones caused more rapid streaming in less time. This 
method of using the glass capillary tube is not quite so simple as 
it may seem, as certain mechanical difficulties are experienced, 
especially when it was used with objectives of sufficient power to 
see the streaming distinctly. 

A somewhat similar experiment in principle is one in which 
streaming almost immediately began in the filaments when a drop 
of sugar solution was brought to the edge of the cover glass. Here, 
however, the movement stopped sooner than when the solution 
was applied at one place by means of a capillary tube, since it 
diffused all around the filaments and the water was more quickly 
and uniformly withdrawn. 

I can confirm the experiment of Schréter* in which he found 
that a sugar solution added to one side of the cover glass caused 
streaming in that direction, and I found that it continued from 
2 to 17% minutes according to concentration and the condition 
of the filaments. This is the time for both Mucor Mucedo and 
M. stolonifer. Also, I have found that the excessive loss of water 
by a sugar solution results in a great decrease im the size of the 


* Schroter, loc. cit. 21, 22. 
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filaments and in some instances a breaking of them, allowing the 
contents more or less completely to escape. By adding the sugar 
solution first to one end and then to the other, of a filament or a 
mass of them, and washing away the sugar after each application 
before reapplying it to the opposite end, the protoplasm may be 
made to stream to the sugar at each new application. If the 
sugar solution is applied to one side, movement occurs in that 
direction and then stops as above mentioned. If then the sugar 
solution is washed away with pure water, the part of the filament 
toward which streaming occurs will take up water, and streaming 
will take place away from this part for a time, or until equilibrium 
has been established. After stoppage in this way, the addition 
of even a weak solution of sugar at the part toward which streaming 
was moving causes it to recommence in this direction. 

The following experiment will show the effect of sugar and give 
an idea of the number of times streaming may be induced and the 
duration of each period of streaming. To do this a glass slide was 
supported at each end on a glass block in a petri dish, the latter to 
hold the liquids that ran from the slide. The spores of Mucor 
Mucedo and M. stolonifer were grown in a very small drop of 
gelatin. Two wet strips of filter paper were so arranged that the 
edge of each just touched the edge of the cover glass and their ends 
hung down some distance into the petri dish. On one of the 
strips of filter paper was placed a lump of cane sugar, which was 
renewed as fast as necessary. As soon as the sugar was moistened 
and the solution passed under the cover glass, streaming to the 
sugar began at once. When streaming ceased, drops of water 
were added to the other strip of filter paper, which washed away 
the sugar solution, causing streaming in the reverse direction. 
The velocity of streaming in this experiment, especially toward 
the sugar solution formed in this case by the dissolving lump, 
varied. This was due to the unequal solubility of the sugar under 
the conditions here presented, which caused the solution to vary 
in concentration. At other times the sugar solution did not diffuse 
or pass under the cover glass with equal rapidity, owing to the 
fact that it was impossible more than approximately to control 
the amount of water supplied to or removed from the specimen. 
The number of times this experiment was performed and the 
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duration of streaming in each case is shown by the following 
TABLE IV: 


TABLE IV 
. Stream reversed 
Trials Streamed to to water Still State of Temperature 
sugar when added vacuoles 
I 7min. compressed 24° C. 
2 11} min. compressed 24° C. 
2 6 min. | compressed 24° C. 
4 10 min. | compressed 24° C. 
5 10} min. | | compressed 24° C. 
6 3 min. _ compressed 24° C. 
7 17} min. | — compressed 24° C. 
8 4 min. | compressed 24° C. 
9 124 min. | os compressed 24° C. 
10 | 2 min. _ compressed 24° C. 
II 6 min. —_— | compressed 24° C. 
12 — a still 4 sec.; starts compressed 24° C. 
with jerk to sugar 
solution 
13 | 8 min. | compressed se? C. 
| very slowly 
15 | 9} min _ compressed 24° C. 
16 12 min. compressed a 
17 7min. | compressed a¢° C. 
18 16 min. | compressed sg’ G. 
slow 
19 5 min compressed 24° C. 
20 | —— — still 8 min.; starts) compressed 24° C. 
with jerk to water 
21 24 min. ae compressed 24° C. 
22 | 6} min. compressed 24° C. 
23 | I min. compressed ag’ 
24 20 min. compressed 24° C. 
924 min. | 99 min. | 


The experiment, as will be noted, was continued about three 
hours. The streaming was always faster to the sugar than to the 
water. Even an incomplete return of the protoplasm to the 
water before cessation of movement required a longer time than a 
complete transfer of all movable contents to the sugar, as is shown 
by the total time required for streaming in either direction. As 
will be seen, the total time the protoplasm was observed to move 
to the sugar during about 3 hours of constant observation was 
921% minutes, while the movement to the water for all the different 
times amounted to 99 minutes, or a difference of 64% minutes. To 
this, as stated above, must be taken into consideration that the 
streaming to the sugar solution was much faster than to the water. 
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On two occasions, as wil! be observed by referring to TABLE Iv, the 
streaming stopped once for 4 and at another time for 8 seconds to 
the sugar and to the water, respectively, and in starting did so with 
a jerk. After the 3 hours of experimentation with the fungal 
filaments in the above mentioned manner the specimen was put 
away for 24 hours at the optimum temperature to see if this 
treatment had had any detrimental effect. It was again observed 
at the end of this time and found to be in a perfect condition, and 
it again responded to the reagents which produced streaming as 
readily as when the experiment was at first begun. This experi- 
ment is similar to the one performed by Schréter* with a sugar 
solution and water, which I have also repeated and can confirm. 

The streaming may also be caused to recommence when it has 
been stopped by cold. Specimens of Mucor Mucedo, M. stolonifer, 
and Phycomyces nitens grown in 10 per cent gelatin ceased to 
show streaming when suddenly transferred from a temperature 
of 24° to 9° C. When a 5 per cent solution of cane sugar was 
added, streaming began again in 15 seconds, but as is to be ex- 
pected, not so rapidly as in specimens that were kept at optimum 
temperatures. The same specimens were then subjected to a 
temperature of 5° C. after washing out the sugar with water; and 
in this case too streaming was induced by a 5 per cent solution 
of cane sugar, but a longer time was required. The streaming was 
feeble and was not seen until one minute after the sugar was 
applied. The direction of motion was to the sugar solution, which 
was applied first to one end and then the other with previous 
washing with water before each new application. It is not neces- 
sary to use as high a concentration of sugar (10 per cent) as 
mentioned by Schréter.f A higher concentration of sugar than 
5 per cent will start streaming in less time and more rapidly than 
mentioned above. No matter what concentration of sugar solu- 
tion was used, the protoplasm did not flow as freely or as rapidly 
as when the plants were growing under the most favorable circum- 
stances. The most favorable results are obtained if the sugar 
solution is applied immediately after streaming has been stopped 
by cold. 


* Schroter, loc. cit. 21, 22. 
t Schréter, loc. cit. 21. 
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It has been shown that chloroform may stop streaming if used 
in a strong solution, but if used in a very dilute solution it may 
accelerate streaming or even cause it to begin.* The same is true 
of ether as regards the fungi used for this investigation. The solu- 
tion of ether used to cause streaming to begin must be very dilute 
and the protoplasm be in a condition to stream. I have not 
experimented with chloroform on the fungi mentioned in this 
paper. 

Specimens of Mucor Mucedo and M. stolonifer were grown in 
10 per cent gelatin, and then a solution of 4% per cent ethyl ether 
was added. The streaming ceased in a few seconds after the 
ether was applied but began again slowly in 15 minutes. This 
same experiment was tried on other specimens of these same fungi 
with the same results. A quantity of the 4 per cent ethyl ether 
solution was also placed in the bottom of the glass cell below the 
specimens. As soon as it was found that streaming ceased for 
some time after the direct application of 4 per cent ether, a 4 
per cent solution of cane sugar was added immediately to the 
specimens whose streaming had just ceased due to the ether. 
Streaming began again in three seconds, and all movement was 
to the parts of the filaments with which the sugar solution came 
in contact. When the sugar solution was washed away and water 
added, the streaming began but in the reverse direction. 

Another series of the same fungi were grown as in the preceding 
experiment, but this time a 14 per cent solution of ethyl ether was 
added directly to the specimens growing in 10 per cent gelatin. 
The protoplasm stopped streaming almost as soon as the ether was 
applied. The specimens were not killed by the addition of ether 
of the above strength, for when the ether was replaced with water 
the streaming recommenced and after a time regained its normal 
velocity. If a 4 per cent solution of cane sugar was applied 
immediately to the specimens that had just ceased to stream 
due to the 4 per cent ether, streaming began in from 10 to 15 


* Hauptfleisch, P. Untersuchungen iiber die Strémung des Protoplasmas in 
behduteten Zellen. Jahrb. Wiss. Bot. 24: 220. 1892; Ewart, A. J. Protoplasmic 
streaming in plants 87. 1902; Pfeffer, W. Plant Physiology 3: 319. 1905; Josing, 
E. Jahrb. Wiss. Bot. 36: 210. 1901. 

+ Ewart, loc. cit. 86; Josing, loc. cit. 210. 
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seconds. The specimens for these experiments were grown at the 
optimum temperature and treated in exactly the same way except 
that in the last case the strength of the ether was greater. The 
amount of time, however, required for the resumption of streaming 
in the last case was much increased. If the cane sugar was weak- 
ened, as was done in this case by using only a 3 per cent solution, 
the streaming began again in about 25 seconds. When the ether 
was washed away from the still protoplasm with water, streaming 
began as before. 

When specimens prepared as the above were covered with a 
2 per cent solution of cane sugar, streaming recommenced in 
about one minute on the average but was less active than in the 
stronger solution of sugar. A 5 per cent solution of sugar caused 
streaming to commence in 30 seconds, and a 10 per cent solution 
of cane sugar caused a recommencement of streaming under the 
above conditions, almost instantly and very actively in all cases, 
to the sugar. 

When the specimens are placed in a 1% per cent solution of 
ether, streaming stops immediately, but it can be caused to re- 
commence by adding a sugar solution if this be applied at once. A 
5 per cent solution of sugar caused streaming to commence in 30 
seconds. The time, however, will vary according to the strength 
of the solution, as shown above, and the length of time the ether 
has acted. In respect to the water solutions (1% per cent ether) 
above mentioned I can confirm the experiments of Schréter.* 

A saturated solution of ethyl ether was added directly to the 
filaments, and streaming ceased instantly. No acceleration of 
the streaming occurred before it stopped. When the ether was 
washed away at once with water streaming did not recommence. 

A 1/20 per cent solution of ethyl ether directly applied to 
the fungal filaments causes streaming to begin in them when they 
are in a condition for such activity. This movement continued 
for about the usual time, and when finally the dilute ether was 
washed away with water the streaming continued. This was true 
of any filaments whether they were branched or not. 

A convenient way to apply the cane sugar in any case where 


* Schriter, loc. cit. 21. 
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an exact per cent is not required is to place on the under side of 
the cover glass a small grain of sugar, close to the water in which 
the spores of the fungi have produced filaments. The sugar will 
adhere to the moist surface of the glass. A thick ring of vaselin 
may be put on the edge of the glass ring cell, which prevents the 
cover glass from coming directly in contact with the glass cell and 
admits of a fine platinum wire being introduced between them 
without admitting air. When the streaming has ceased for any 
reason or become retarded, the particles of sugar may be shoved 
into the liquid containing the fungal filaments by means of the 
platinum wire and its effect observed immediately through the 
microscope. We have in this arrangement not such a change as 
might bring about streaming by the drier air of the room entering 
the glass cell when the filaments are growing. Streaming would, 
as shown before, occur by transpiration, if in the experiment here 
mentioned the filaments protruded beyond the edge of the drop. 
In such a case it would be difficult to determine how much of the 
accelerated or induced streaming is due to transpiration and how 
much to osmosis. In the method here outlined, however, the 
factor of transpiration is excluded and osmosis alone is responsible 
for the result. All the experiments tried in this way resulted, as 
expected, in streaming being induced or accelerated, and they thus 
confirmed the previous and similar ones of this paper. In like 
manner the result was confirmatory of and useful in the experi- 
ments just performed with ether. Where the streaming had been 
stopped by the addition of ether in any of the stronger solutions 
mentioned, it could always be awakened and caused to continue 
from I to 15 minutes, according to the strength of the ether, its 
time of action, and the quantity of sugar. The sugar was placed 
on the cover glass at the same time the ether was added to the 
specimen. 
INJURY 

Frequently injuries of various kinds, if not too severe, cause 
protoplasmic streaming in many plants.* Generally a rather 
serious injury is necessary to stop the protoplasmic movements 
permanently. Ternetzt found in Ascophanus carneus that by 


* Pfeffer, W. Plant Physiology 2: 816-820 and literature there quoted. 1905. 
T Ternetz, loc. cit. 282. 
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cutting an actively streaming part in two streaming ceased and did 
not recommence. 

My experiments as regards injury have been performed on both 
Mucor stolonifer and M. Mucedo, and in both plants I obtained 
the same results. Schréter used Mucor stolonifer and Phycomyces 
nitens. 1 can confirm his results on M. stolonifer, but I was not 
successful in preserving P. nitens for this study. 

When the filaments of actively growing specimens had their 
tips removed, a temporary increase in streaming was observed, 
due to the outflow of some of the contents and a relief of the pres- 
sure. This streaming could be traced back for a considerable 
distance among the filaments of the injured specimen. The 
streaming caused by such injury soon ceased. The specimens 
were then put away for 24 hours under favorable conditions and 
afterwards observed. They were found not to have been killed 
and were still in a living and streaming condition. 

By separating the filaments of the fungi into two parts the 
specimens were not killed. They were observed after 18 hours 
and were found, Schréter states,* to have healed the wound. All 
of them were living, and streaming was either directly observable 
or was produced by the addition of a sugar solution. 

A light pressure on the cover glass is sufficient to stop streaming 
temporarily and this, as Schréter states, will recommence when 
the pressure is relieved. The time of recovery of the streaming 
will depend on the amount of injury imparted and varies from an 
immediate recommencement to one delayed a few seconds. Pres- 
sure is, however carefully applied, too severe to excite streaming 
in these fungi or to accelerate that which may be present. A 
momentary acceleration may seem in some cases to be produced, 
but this is simply due to a partial compression of the filaments. 
When thisis relieved the streaming will continue as before. 


INFLUENCE OF LIGHT 


It has been known for a long time, as mentioned by Pfeffer, 
that light may cause streaming. Also Ewart{ makes reference 


* Schriter, loc. cit. 17. 


+ Pfeffer, W. Plant physiology 3: 318. 1905. 
t Ewart, loc. cit. 71. 
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to this same point. Schréter has shown that light may cause or 
accelerate streaming, and I can confirm his observations on Mucor 
stolonifer, which he used, and also on M. Mucedo. These remarks 
refer to light of moderate intensity, for the light may be too strong 
for streaming to occur. 

My experiments were carried out partly in daylight and dark- 
ness alternated and partly in gas light. In the first case the 
investigations were made by means of the freezing-apparatus of 
Molisch. With this arrangement the specimens could easily be 
kept at the desired temperature by means of warm or cold water 
siphoned in and out and the observation be carried on directly in 
the laboratory under the influence of light or dark. On heating 
the apparatus to the optimum temperature the specimens were 
kept first in the dark for two hours, when the protoplasm ceased 
to move. On admitting light a slow streaming began in five 
minutes and after a time became as rapid as the streaming of 
the control specimen. This experiment was repeated several times 
with the same specimen and always with the same result. When 
the temperature of the specimens was lowered from the optimum 
to 17° C. and then to 14° C., and the experiment repeated other- 
wise the same, the streaming became slower and slower on each 
new admission of light. Also, when the temperature was raised 
above the optimum but slightly (28° C.), the streaming on admit- 
ting light showed a rapid decrease in velocity. Too great heat or 
too intense light can readily, especially the former, make the 
protoplasm non-responsive. If, however, these are not con- 
tinued too long the protoplasm of these fungi will recover in from 
one-fourth to one hour and stream as actively as before. 

In the experiments made with the gas light an ordinary Wels- 
bach burner was used and the investigations carried out in daylight 
and darkness repeated. The same results were obtained. In both 
of these series of experiments the specimens were preserved for 
24 hours to see if in all cases they would become normal as com- 
pared to the controls for activity of streaming. At the end of this 
time both the specimens experimented on and the controls were 
normal and equally active. 


\ 


494 ANDREWS: PROTOPLASMIC STREAMING IN MUCOR 


TEMPERATURE 


It has been shown by Hofmeister* and others long ago that a 
sudden change in temperature may excite streaming. More 
recently these observations have been confirmed by Hauptfleisch,t 
Ewart,{ and others, for various plants. The same is referred to by 
Pfeffer,§ and Hérmann|| observed the same result. The literature 
on this subject as regards the higher plants is too voluminous to 
enter into fully here, so that the above brief references must suffice. 

As regards the fungi I can confirm the statements of Schréter4 
that temperature also has much to do with the ability of Mucor 
stolonifer to show streaming. Phycomyces nitens 1 have not 
studied in this respect. I have also found, as in the higher plants 
and as Schréter did for Mucor stolonifer, that a sudden change of 
temperature may produce streaming in those specimens of this 
fungus that were in a condition for such movement. The same I 
have found is true of M. Mucedo. This is the case whether the 
temperature is raised or lowered suddenly, but with the precaution 
that the change be not too great or continued too long. 

I can not, however, agree altogether with Schréter** that the 
optimum temperature for streaming in Mucor stolonifer is 26° C. 
and for Phycomyces nitens 28° C. My studies have shown that 
the optimum temperature for streaming in M. stolonifer and M. 
Mucedo each ranges from 23° to 26° C. and for P. nitens from 26° 
to 29° C. These temperatures, as given by Schréter, seem to be 
too sharply drawn, for as stated I have found a difference of a few 
degrees Centigrade. I did not attempt to ascertain what effect 
the age of the hyphae had on the optimum temperature for 
streaming, if any exists, as is probable. Ewartft has pointed out 
for some of the higher plants that it is almost impossible to ascer- 
tain the required temperature exactly or within a degree, owing to 
various factors which enter into the problem and which are not 


* Hofmeister, W. Lehre von der Pflanzenzelle 53, 54. 1867. 

+ Hauptfleisch, P. Jahrb. Wiss. Bot. 24: 210. 1892. 

t Ewart, loc. cit. 66 and literature there quoted. 

§ Pfeffer, W. Plant Physiology 3: 316 and literature there quoted. 1905. 

|| Hérmann, G. Studien iiber die Protoplasmastrémung bei den Characeen 44. 
1898. 

Schréter, loc. cit. 56. 

** Schriter, loc. cit. 15. 

tt Ewart, loc. cit. 60. 
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controllable by the experimenter. Nor can I agree to Schréter’s* 
idea that streaming can be induced only in branched hyphae. I 
have caused streaming to occur in the filaments of Mucor stolonifer 
and M. Mucedo when unbranched as in FIG. 6, 7, and 8, when they 
were put under the optimum conditions of temperature, etc. 
Also, as stated heretofore, I have induced streaming in such un- 
branched filaments by osmosis and transpiration. 

The filaments of . stolonifer are not always filled with granular 
protoplasm before branching, as Schréter seems to think. In 
those cases where this is not the case streaming may easily occur. 
I performed some of my experiments of this kind in room tempera- 
ture varying from 16° to 19° C., where fairly rapid streaming 
occurred, but it was noticeably slower than at the optimum 
temperature. 

As also mentioned above, a sudden change almost immediately 
caused streaming. When a specimen whose protoplasm was still, 
but in a condition to stream, was suddenly cooled from 23° to 
16° C. streaming was induced, or if heated from 16° to 19° C. or 
from 23° to 26° C. streaming was generally produced. 

The movements of the protoplasm in the hyphae of several 
filamentous fungi have been described by Arthur,t Ternetz,f and 
Schréter.§ In Mucor stolonifer and M. Mucedo, both of which I 
have studied, the streaming shows no difference, so that my re- 
marks on this point apply equally well to both. Fic. 9 shows a 
portion of one filament of M. stolonifer grown in a sugar solution. 
It was found that the rate of growth of these fungi, their size, and 
branching frequently varied greatly although grown under the 
same conditions. The streaming also showed a great difference 
as to velocity. Sometimes it was so slow as to be scarcely dis- 
cernible, as for example when osmosis or transpiration was very 
feeble. On the other hand, streaming was fast or very rapid 
according as some factor such as those just mentioned was active. 
In those filaments that had attained some length numerous 
vacuoles were generally present, and these varied greatly in size 


* Schroter, loc. cit. 15. 
+ Arthur, loc. cit. 493. 
t Ternetz, loc. cit. 280. 
§ Schréter, loc. cit. 4. 
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Fig. 8,x S2o 


x 400 


Fic. 6, 7, 8. Unbranched young filaments of Mucor stolonifer. 

Fic. 9. Branched filament of Mucor stolonifer showing streaming and division of 
vacuoles at the point of branching. 

The direction of streaming is in all cases shown by the arrows. 
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and shape, due mostly to the streaming back and forth. This 
caused some of the vacuoles to be separated into several or some- 
times many smaller ones and in other cases caused small ones 
to fuse into one or more vacuoles. 

The division of vacuoles, especially the larger ones, was well 
shown in those instances where a stream of protoplasm (FIG. 9) 
divided on coming to a branch. Then, frequently about one half 
or often only a small part would go into the branch. Whether 
the streaming is slow or fast the vacuoles are always carried along 
with the whole mass. They are convex on the end toward which 
the flow is directed and concave on the opposite end. This shows 
that a relief of pressure exists in the direction of streaming. Some- 
times the streaming stops very suddenly with a jerk and when 
starting frequently does so in the same way, although the factors 
producing streaming are active. This kind of sudden cessation of 
motion generally lasts for from one to a few seconds, when stream- 
ing is resumed at the normal rate. It is caused, as careful observa- 
tion will show, by a mass of temporarily impermeable protoplasm 
suddenly entirely plugging up the cavity of the filament at some 
point. As soon, however, as more water is removed, as for example 
by osmosis, transpiration, or some other factor, the pressure is 
gradually relieved and the obstruction suddenly gives way, allow- 
ing a recommencement of streaming so suddenly as to cause the 
protoplasm to appear as if jerked forward. Unless the obstruction 
is removed the filament beyond that point frequently collapses, 
due to excessive transpiration or other factor. Sometimes the 
velocity would vary for no apparent reason, as is known to be 
the case in other plants. 

At times when no streaming was visible an extremely thin 
layer of protoplasm between the large vacuoles and the ectoplasm 
could be seen to be in motion. Part of the time it moved in the 
same direction as the streaming had moved and sometimes in the 
reverse direction. I was unable to see it moving in the opposite 
direction to the streaming protoplasm. I can therefore not agree 
with Schréter* on this point but find, as stated by Ternetz for 
Ascophanus carneus, that during streaming all of the moving proto- 
plasm of Mucor stolonifer and M. Mucedo goes only in one direction. 


* Schréter, loc. cit. 30. 
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It is hardly possible, even if a reverse movement did take place 
along the wall during the streaming, that it would be sufficiently 
active to account for the return of the protoplasm. The streaming 
occurs first in one direction, and when the factor that has caused 
this subsides or is overcome, it streams back in the opposite 
direction. 

Streaming may be easily induced in Mucor and be caused to 
continue in first one direction and then the other without apparent 
harm to the plant for an indefinite time. This and other facts 
tend to show that it is not a “pathogenic” state of affairs as 
Keller* seems to think. The streaming may be of use in the long 
cells of these fungal filaments, as de Vriest suggests, to transfer 
substances. This, however, would not hold true for small cells 
as Ewartt has shown, for in such cases diffusion would distribute 
substances more rapidly than streaming. 


SUMMARY 


The foregoing experiments have proved the following points, 
most of which confirm Schréter’s work, but some show his work 
in a few places to be incorrect: 

1. The kind of nutrient media is of great importance for the 
proper growth of these fungi. 

2. Streaming is caused in many cases by transpiration, and 
streaming is strong or weak according to the intensity of the 
transpiration. 

3. Streaming is also caused in many cases by osmosis, as by 
the use of sugar. The streaming is always to the sugar. The 
rapidity of streaming depends on the concentration of the sugar 
solution. 

4. During streaming caused by osmosis there is no periph- 
eral streaming or movement in the opposite direction, as stated 
and figured by Schréter. This also confirms the statement of 
Ternetz. 

5. Injury, as stated by Schréter, does not produce or accelerate 


* Keller, J., cited from Pfeffer, loc. cit. 2: 818. 1905. 

t De Vries, Bot. Zeit. 45: 1. 1885. 

t Ewart, A. J. On the ascent of sap in trees. Phil. Trans. Royal Soc. 40. 
1905, quoted from Pfeffer, Phys. Pl. (Eng. Transl.) 3: 359. 1905. 
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streaming, but has a tendency to decrease any streaming that may 
be present. When the filament is cut into two pieces, only an 
outflow occurs. This may, in time, heal and streaming be re- 
sumed. 

6. Light may cause and accelerate streaming when alternated 
with darkness in those fungal filaments that are in a condition for 
streaming. 

7. A sudden change of temperature of several degrees will 
cause streaming in these fungi. 

8. Contrary to Schréter’s opinion, streaming may occur or be 
caused in unbranched as well as branched filaments. 


My thanks are due Professor W. Pfeffer for placing at my dis- 
posal the facilities of his laboratory for this investigation and also 
for his constant interest and kind assistance. 


INDIANA UNIVERSITY, 
BLOOMINGTON, IND. 


| 
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Desmos the proper generic name for the so-called Unonas of the 
Old World 


WILLIAM EpwWIN SAFFORD 


In connection with his work on the American Annonaceae* the 
author has had occasion to look into the question of the types of 
the genera of this family. To his surprise he found that the 
genus Unona, based upon an American type by the younger 
Linnaeus (who is quoted by all botanists as author of the genus), 
is declared to be exclusively Asiatic. The various American plants 
assigned to this genus by Dunal in his admirable monograph of the 
Annonaceae have all been relegated to other genera; and the 
recently described Unona panamensis and U. bibracteata of Dr. 
B. L. Robinson are undoubtedly species of Unonopsis.{ Concern- 
ing Unona discreta modern botanists are silent. 

The original description f of this species, the type of the genus, 

is as follows: 
“discreta. UNONA. 

Peyricoboom. Surinam. 

Habitat in Surinamo. C. G. Dalberg. 

Arbor ramis virgatis, angustis, flexilibus. 

Folia bifaria, alterna, petiolata, ligustrina, glabra, integerrima, 
digitalia. 

Petioli brevissimi. 

Pedicelli baccarum intra corollam, umbellati. 

Flos Annonae, sed Fructus diversus, purpureus, sapidus, 
aromaticus, qui distinguit genus uti in Theobroma & Am- 
broma. 

Annotatio 


“Unona, Annona, Xylopia floris charactere simillimae, potius 
Gynandris associandae, cum stamina germini insideant.” 


In the above description the form of the carpels is not indi- 


*See Jour. Washington Acad. Sci. 1: 118-120. S rortr. 

+ Fries, Robt. E. Beitrige zur Kenntnis der siid-amerikanischen Anonaceen, 
Kgl. Sv. Vet.-Akad. Handl. 26. 1goo. 

t Linn. f. Suppl. 270. 1781. 
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cated, though they are described as stipitate and aromatic and 
borne in umbellike clusters on the receptacle (intra corollam). 

The name Unona was taken up by Vahl,* who imagined that a 
certain East Indian plant was congeneric with Linnaeus’s type. 
He redescribes Unona discreta without mentioning its type locality, 
but in his description he deviates somewhat from the original in 
characterizing the leaves as sericeous beneath, 11% inches long, 
much attenuated, narrow, willowlike (salicina), and scarcely 
petioled. He does not describe the fruit nor indicate the number 
of seeds. He does, however, describe a second species, and he 
figures its fruit, which is elongate and moniliform or constricted 
between the seeds. The figure of the fruit of this species, Unona 
discolor Vahl, led to Duaal’s subsequent error of describing the 
carpels of U. discreta Linn. f. as moniliform, for which he had no 
warrant. Dunal (Monographie de la famille des Anonacées 110. 
1817) cites first Vahl and then Linnaeus f. He follows Vahl in 
describing the leaves of U. discreta as sericeous beneath; and for 
his description of the fruit he refers to Gaertner’s figure of an 
Asiatic plant, Uvaria monilifera, which was considered as a possible 
synonym of the Surinam Unona discreta, but which in all prob- 
ability is to be referred to Unona discolor Vahl. The latter plant, 
as we shall see, is regarded as a synonym of Desmos chinensis 
Loureiro (1790). 

The limits of the genus Unona as treated by Dunal are very 
ill-defined. This was inevitable in many instances on account of 
the scant material at his disposal, in which fruits were often 
lacking. In the genus Unona he included plants of several distinct 
genera. His Unona uncinata is the fragrant Artabotrys odoratis- 
sima of India and Ceylon, the ripe carpels of which are not at all 
moniliform; his Unona nitidissima is an Australian plant belonging 
to the genus Polyalthia; his Unona crassipetala, a Guiana plant of 
which he did not see the fruit, is undoubtedly a species of Guatteria; 
his Unona violacea is a species of Sapranthus closely allied to S. 
nicaraguensis Seem.; his Unona penduliflora is the spicy xochina- 
caztli of the Mexicans (Cymbopetalum penduliflorum Baill.); and 
his Unona acutiflora and U. xylopioides, from South America, 
are both synonyms of St. Hilaire’s Xylopia grandiflora. 


* Symb. Bot. 2:63. 1791. 
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Hooker and Thomson, in their Flora Indica (1853), described 
a genus of Annonaceae which they called Unona, taking Linnaeus’s 
name and ascribing the genus to him. Their genus, however, 
did not include his type, nor indeed any American species. In 
their revision of the Annonaceae they did most admirable work, 
arranging the genera according to the natural affinities of the 
plants and grouping them into tribes in the most logical manner. 
In their choice of generic names, however, they were most arbi- 
trary. The genus which they called Melodorum, for instance, 
excludes the previously established type of Loureiro’s genus 
Melodorum (1790). Their genus was based upon a section of 
plants which Dunal had called Melodorum and in which he 
erroneously had included Loureiro’s Melodorum, together with 
Blume’s division Melodorae of the genus Uvaria (Fl. Jav. 1828). 
They had seen Melodorum fruticosum, the type of Loureiro’s 
genus, in the British Museum, and purposely excluded it from 
their genus of the same name. They had not ascertained its 
generic affinities, since they did not examine its flower; but they 
gave the comforting assurance that Loureiro’s two species of 
Melodorum “will probably both be found to belong to well-known 
genera’’; and they explain their use of the name Melodorum for a 
distinct genus by saying: ‘At all events his [Loureiro’s] descrip- 
tions are not sufficient to identify the species nor to distinguish the 
genus; * it would therefore, we think, be manifestly unjust to Dunal 
and Blume not to retain their name.” 

In the same way the genus which they called Unona excludes all 
American species, even the type of the younger Linnaeus’s genus 
Unona, though they cite Linnaeus as the author of the genus 
which they call Unona. This they state is “entirely an Asiatic 
genus” (Hook. f. & Thoms. F! Ind. 131. 1855), and it has 
continued to be regarded as such by subsequent writers, all of 
whom cite Linnaeus f. as authority, and the type of the genus as 
Unona discreta, an American tree. This tree we know to be endemic 
in the Dutch colony of Surinam, and we further know that it has 
slender, virgate branches, privetlike, or willowlike, two-ranked, 
short-petioled leaves, Annonaceous flowers, and aromatic purplish 
stipitate carpels radiating from the receptacles. It is not difficult 


* This statement applies also to some of Linnaeus’s types. 
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with these indications to determine the identity of the type. It is 
either Xylopia frutescens Aubl. or X. salicifolia Dunal, more likely 
the former, both of which are commonly called peyrico, pegriko, 
or pegreko-boom in Surinam and are undoubtedly congeneric 
with Xylopia muricata, the type of the genus Xylopia as estab- 
lished by Linnaeus.* 

This being the case, the genus Unona falls, becoming a synonym 
of the genus Xylopia, and it is necessary to designate by a valid 
name the Asiatic genus which Hooker and Thomson called Unona. 
The earliest name for this genus is that of Loureiro:+| Desmos, 
signifying a chain, and given to it on account of the fruits chained 
together in nodes. Two species were described by Loureiro, 
Desmos cochinchinensis, the type of the genus, which Dunal after- 
wards renamed Unona Desmos, and Desmos chinensis, which Vahl 
described the following year under the name Unona discolor. 

If we recognize the validity of Loureiro’s genus but widen his 
definition so as to comprehend in it the species of Hooker and 
Thomson’s genus Unona,t certain changes in nomenclature become 
necessary. The following is a description of the genus. 


DESMOS Loureiro 


Sepals 3. Petals 6, in 2 series, valvate, nearly equal, flat, in 
some cases 3, from the suppression of the inner series. Stamens 
numerous, tetragonal-oblong or cuneate, the connective expanded 
above the dorsal oblong or linear-oblong pollen sacs into a sub- 
globose or truncate hoodlike process. Torus slightly raised, 
truncate, flat, or somewhat concave at the apex, glabrous between 
the stamens, pilose between the carpels. Carpels indefinite; 


* Syst. Nat. 2: 1250. toed. 1759. 

+ Flora Cochinchinensis 1: 352. 1790. 

t From this genus I have found it necessary to remove Unona latifolia Hook. f. & 
Thoms. (= U. Brandesana Pierre), owing to the peculiar form of the connective 
of its stamens, which like that of the genus Canangium is produced into a long tapering 
point and not swollen and obtuse or flattened as in Desmos. This plant is un- 
doubtedly congeneric with Canangium odoratum (Lamb.) King. Its synonymy is as 
follows: 

Canangium Brandesanum (Pierre) Safford comb. nov. 

Unona Brandesana Pierre, Fl. Forest. Cochinch. fl. 19. 1880; Unona latifolia 
Hook. f. & Thoms. FI. Brit. Ind. 1: 60. 1872, not Unona latifolia Dunal, Monogr. 
Anon. 115. 1817, which is Uvaria latifolia Blume (Melodorum latifolium Hook. f. & 
Thoms. Fl. Ind. 116. 1855). 
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ovaries usually strigose-pilose. Ovules usually 1-seriate, forming 
a single column, sometimes subbiseriate. Style ovoid or oblong, 
recurved, with a longitudinal groove along its inner surface. Ripe 
carpels indefinite, either elongate and constricted between the 
seeds, or baccate and spheroid. 


In restoring the generic name Desmos to its proper place the 
author retains the sectional division of the genus as proposed by 
Hooker and Thomson, changing the name of Section I, from 
Desmos to Eudesmos, and adopting the name Dasymaschalon in 
its original form for Section II. Both of these sections were used 
in Hooker’s Flora of British India (1872), but a third section, 
Pseudo-Unona, was discarded in that work. In Sir George King’s 
monumental work on The Anonaceae of British India (1893) he 
retains the first two sections under their original names but sub- 
stitutes the name Stenopetalon for Section III., in which he places 
Unona stenopetala, U. crinita, and U. desmantha of Hooker together 
with U. Wrayi, described and figured by Hemsley in Hooker’s 
Icones pi. 1553. 

This section is undoubtedly composed of a heterogeneous group 
of plants and will have to be revised. Some of the species included 
in it differ so radically from the generic type, especially in the 
form of their ovaries and styles, that they must eventually be 
removed from the genus. Thus U. desmantha and U. Wrayi have 
nodding hairy swollen styles like those of the genus Polyalthia. 
The ovoid ovary of U. stenopetala terminates in an erect acute 
style, while the truncate ovary of U. crinita, as originally described 
and as figured by King, has a punctate stigma. 

In the following review of the genus I have been much aided 
by the figures in Sir George King’s Anonaceae of British India, 
above referred to, and especially by the citations of the author, 
which have facilitated reference to all the original authorities 
cited below. 

DESMOS Lour. Fl. Cochinch. 1: 352. 1790. — Unona Hook. f. 
& Thoms. Fl. Ind. 130. 1855; not Unona Linn. f. Suppl. 270. 
1781. ‘‘Nomen (Aeopos, catena) ob fructus in nodos conca- 
tenatos.” 

Type: Desmos cochinchinensis Lour. 


I. EupEsMos.—Petals 6. Ripe carpels constricted be- 
tween the seeds. Type: Desmos cochinchinensis Lour. 


te 
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1. D. COCHINCHINENSIS Loureiro, Fl. Cochinch. 1: 352. 1790. 

Unona cochinchinensis DC. Prodr. 1: 91. 1824. 

Unona Desmos Dunal, Monogr. Anon. 112. 1817; Hook. f. & 
Thoms. Fl. Ind. 134. 1855; Hook. f. Fl. Brit. Ind. 1: 59. 
1872; King, Anon. Brit. Ind. 55. pl. 73. 1893. 

2. D. cutnensis Loureiro, Fl. Cochinch. 1: 352. 1790. 

Unona discolor Vahl, Symb. 2: 63. pl. 36. 1791; Dunal, 
Monogr. Anon. 111. 1817; DC. Prodr. 1: 91. 1824; Roxb. 
Fl. Ind. 2: 669. 1824; Hook. f. & Thoms. FI. Ind. 132. 
1855; Hook. f. Fl. Brit. Ind. 1: 59. 1872; King, Anon. 
Brit. Ind. 56. pl. 74. 1893. 

3. D. elegans (Thwaites) comb. nov. 

Unona elegans Thw. Enum. 398. 1864; Hook. f. Fl. Brit. Ind. 

1: 58. 1872; King, Anon. Brit. Ind. 53. pl. 69. 1893. 
4. D. zeylanicus (Hook. f. & Thoms.) comb. nov. 

Unona zeylanica Hook. f. & Thoms. Fl. Ind. 132. 1855; Hook. 
f. Fl. Brit. Ind. 1: 58. 1872; King, Anon. Brit. Ind. 54. 
pl. 70. 1893. 

5. D. Dunalii (Wall.) comb. nov. 

Unona Dunalii Wall. Cat. 6425. 1852; Hook. f. Fl. Brit. Ind. 

1: 58. 1872; King, Anon. Brit. Ind. 54. pl. 70. 1893. 
6. D. pannosus (Dalz.) comb. nov. 

Unona pannosa Dalz. in Hook. Kew Journ. Bot. 3: 207. 1851; 
Hook. f. & Thoms. Fl. Ind. 135. 1855; Hook. f. Fl. Brit. 
Ind. 1: 58. 1872; King. Anon. Brit. Ind. 55. pl. 72. 1893. 

7. D. viridiflorus (Beddome) comb. nov. 

Unona viridiflora Bedd. Icon. Pl. Ind. Or. 34. pl. 158. 1874; 
Hook. f. Fl. Brit. Ind. 1: 60. 1872; King, Anon. Brit. Ind. 
56. pl. 75. 1893. 

8. D. dumosus (Roxb.) comb. nov. 

Unona dumosa Roxb. FI. Ind. 2: 670. 1824.; Wall. Cat. 6429. 
1832; Hook. f. & Thoms. Fl. Ind. 131. 1855; Hook. f. Fl. 
Brit. Ind. 1: 59. 1872; King, Anon. Brit. Ind. 57. pl. 76. 
1893. 

9g. D. Lawii (Hook. & Thoms.) comb. nov. 

Unona Lawii Hook. f. & Thoms. Fl. Ind. 132. 1855; Hook. f. 

Fl. Brit. Ind. 1: 59. 1872; King, Anon. Brit. Ind. 57. 


pl. 77A. 1893. 
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10. D. praecox (Hook. f. & Thoms.) comb. nov. 
Unona praecox Hook. f. & Thoms. FI. Ind. 136. 1855; Hook. f. 
Fl. Brit. Ind. 1: 60. 1872; King, Anon. Brit. Ind. 58. pl. 
79. 1893. 


SecTION II. DAsyMASCHALON Hook. f. & Thoms.—Petals 3, in 
one series, the inner series lacking; cipe carpels constricted 
between the seeds. Type: Desmos longiflorus. 

11. D. longiflorus (Roxb.) comb. nov. 

Unona longiflora Roxb. Fl. Ind. 2: 668. 1824; Wall. Cat. 6419. 
1852; Hook. f. & Thoms. FI. Ind. 134. 1855; Hook. f. FI. 
Brit. Ind. 1: 61. 1872; Kurz, For. Fl. Burm. 1: 35. 1877; 
King, Journ. As. Soc. Beng. 61°: 46. 1892; Anon. Br. 
Ind. 58. pl. 80. 1893. 

12. D. dasymaschalus (Blume) comb. nov. 

Unona dasymaschala Blume, Fl. Jav. Anon. 55. pl. 27. 1828; 
A. DC. Mém. Anon. 28. 1832; Wall. Cat. 6421. 1832; Hook. 
f. & Thoms. Fl. Ind. 135. 1855; Kurz, For. Fl. Burm. 1: 36. 
1877; Hook. f. Fl. Brit. Ind. 1: 61. 1872; Scheffer, Obs. 
Phyt. Anon. 6, Nat. Tijdschr. Ned. Ind. 31: 6. 1870; King, 
Journ. As. Soc. Beng. 617: 47. 1892; Anon. Brit. Ind. 59. 
pl. 81. 1893. 


Section III. SreENoOPETALON.—Petals 6; ripe carpels baccate, 
not constricted between the seeds. Type: Desmos stenopetalus 
(Hook. f. & Thoms.). 


13. D. stenopetalus (Hook. f. & Thoms.) comb. nov. 

Unona stenopetala Hook. f. & Thoms. Fl. Ind. 136. 1855; 
Hook. f. & Thoms. FI. Brit. Ind. 1: 60. 1872; Miq. FI. Ind. 
Batav. 1°: 43. 1832; Kurz, For. Fl. Burm. 1: 35. 1877; 
King, Journ. As. Soc. Beng. 617: 40. 1892; Anon. Brit. 
Ind. 61. pl. 85. 1893. 

14. D. crinitus (Hook. f. & Thoms.) comb. nov. 

Unona crinita Hook. f. & Thoms. FI. Brit. Ind. 1: 61. 1872; 
King, Journ. As. Soc. Beng. 617: 48. 1892; Anon. Brit. 
Ind. 61. pl. 84. 1893. 

15. D. Wrayi (Hemsl.) comb. nov. 
Unona Wrayi Hemsl. in Hook. Ic. Pl. III. 6: pl. 1553. 1887; 
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King, Journ. As. Soc. Beng. 61°: 47. 1892; Anon. Brit. 
Ind. 60. pl. 82. 1893. 
16. D. desmanthus (Hook. f. and Thoms.) comb. nov. 
Unona desmantha Hook. f. & Thoms. in Hook. f. Fl. Brit. Ind. 
I: 61. 1782; King, Journ. As. Soc. Beng. 617: 48. 1892; 
Anon. Brit. Ind. 60. pl. 83. 1893. 


WASHINGTON, D. C. 


A case of changed polarity in Spirogyra elongata 
F. L. PIcKett 


(WITH PLATE 36) 


On June 19, last, the writer was examining some filaments of 
Spirogyra elongata (Berk.) Kg., taken from a ditch running through 
Indiana University campus, and found the holdfast structure 
shown in PLATE 36, FIG. 1. This structure seemed to be growing 
rapidly, as a camera-lucida drawing was quickly made. Three 
hours later a second sketch was made (FIG. 2), showing consider- 
able development. 

The slide was carefully kept in a light moist chamber for ten 
days. The water on the slide harbored a number of animal- 
cules,—rotifers, phacus, ameba, etc.—which with the algae seemed 
to keep up a life balance. Rapid growth and division of cells 
in the filaments, as well as the many bubbles of oxygen produced 
when the light was strong, showed that conditions were quite 
favorable for algal growth. Most of the filaments were held in 
more or less sharp curves by the cover glass, but some were quite 
straight and free from stress (FIG. 7 and 8). The cells of Clado- 
phora were old and well covered with diatoms and particles of flint. 

The slide was frequently examined and several branchlike 
structures were found. The first one found remained as shown 
in FIG. 2, but another was seen in process of development (FIG. 3 
and 4). In every case where attachment had occurred, the 
Spirogyra was fastened to a thread of Cladophora. 

The structures shown in FIG. I-6 are outgrowths near the end 
of a filament, near a dead cell or at a point of physical stress, and 
are probably holdfasts. In such cases the change in polarity 
shown is probably due to the abnormal stress, as suggested by 
Pfeffer (Pfeffer-Ewart 2: 159. 1900). A structure similar to 
these was found in a chance examination of S. communis by Prof. 
F. M. Andrews in November 1904. His hitherto unpublished 
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sketch is shown in TEXT FIG. 1. This too was evidently a holdfast, 
although it is not now known to what the filament was attached. 


Fic. 1. Spirogyra communis, X 425, as observed and drawn by Professor F 
M. Andrews, N ov. 1, 1904. 


Entirely different from the cases given above are those shown 
in FIG. 7 and 8 (PLATE 36). When it is taken into consideration 
that these two filaments were normal, rapidly growing vegetative 
filaments, and that no indication of fruiting activity could be found 
in the whole collection under consideration, the change of polarity 
here shown seems very unusual. There is no suggestion, either in 
form or in the proximity of other filaments, of these branches being 
holdfasts. So far as the writer can find, such forms have not been 
found in nature or under conditions of controlled experiment. 

The drawings were made with an Abbe camera lucida and 
Leitz obj. 6 and oc. 4. 


INDIANA UNIVERSITY, 
BLOOMINGTON, IND. 
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